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mm<7)^m *lcd4o^ y^u—t 
mmmmm] 

(c) Bmmxit't<Dm^mfkwi<znLx. cd95(D^MiiS:mir^i^i^i^%2s-5tji 

(d) Bmmm^mmmznLxmm^mm-r^fsm%28-5ijLi^x y) ^^^^ 

(e) BmmmALmnm^zMLxmm^^mmir^ 

(f) CD40';*"'> Kc7)CD40tc*^1-^*^'^^IM«L=fcv^ 

im^m 3 ] B|ffl!ait3z:*ffl^^tC^t LTCD95O§§i|c0«;^»^ 20/.g/mlJil 
im^M 4 I B*ffl)l&#jZ#ffl)j&;|*7&%amos3l{±HS-Sul tonT'^ ^ ^A^Jfi 1 fB« 
[ft^:^ 5 ] '^Mt^^'^^Em ^^ r 'J K--7KM302-lii J: 

. CD40tc^i-^tjL#3?.{i^O«tgetJ8lfn-o 

(g) CD40t;i+-r 'J y KOf^ffl ^ -5> 

(h) B^fflJjaXii-eo^tLiB^^iOCIMGlc^ti-^ U ;^7"> K/i>^XD40|&?g#fflflatC-^ 

J: o T mrfMfl&X{±'!-<7)#3:lfflfl&1*±<7)CD40lc*ti-^ T n:^;^ X -f ^ 
ffl;^)^^5D12J: i),?§v> 

(i) BmitALmi*tC*tL-C. ^m\^fzQMQ')ify Yi)^. CD95CO|&ll^iiiP 
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(j) m^mmi^^^M-r^cDrnzHLXTyi^^f^^T^^ y ^^M^^m^m-^^ 

[if 7 ] $lt#^75^TERM BP-7579-e^b ^ r K - •7KM281-1-10. 

X{i^K#^7&^TERM BP-7580-e^^^N-l' r'J K--7KM281-2-10-l-2tc J; '^M^^ 

[ifAi^:^i 0] m^m6Xii7tm<ofx^xit^<Dmmmm}i-immm^ 

[0 0 0 1] 

[i&Hj<7)s-r^ij#f^s^] 

[0 0 0 2] 

[^*<0^$«J 

1. CD40 

CD40(i^^»50kDaO«!^^®tc;§:fti-^f:iLJE-e^b«9. B^flg. Wt't^fflm (DC 

) . ^^^(omMU. ^\^xmu±-i^mmz^^\^x\i^:^o cD40{±B^fla^Dco 

±i5fi. ^'fttlM^'^#i=lrLrv^^^t75)?^ibnrv^ao CD40{i. hB^fflflS^ 
MtC|§?l-t-'5)i5tJ!^h L-rp]^$tL(E. A. Clark et. al., Proc. Natl. Acad. Sc 
i. USA 83: 4494. 1986, I. Stamenkovic et. al., EMBO J. 8:1403, 1989). T 
^ y^SE^iJOlSIWItt^-^. CD40{i. 'fg:^fOl4NGFP-fe7'^-^TNFl/-fe7'^-. CD 
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27> 0X40. CD30=^i:';e>^'JSLTV>^TNFHr-/^--7r ^ ';~<7)io<7)p(>ys-^ L 
■r#x.'bnTv^.2>o n J:?/"7'>;^<7)CD40ic*t-t>S >; :^f> K (CD40L) {i. ^4 

[0 0 0 3] 

fiJ^tioTV^^^i:7&?B^ib;6-^^oT#fjo CD40;6^XD40L<blS'^1--& i:. ijiWM 

^mm (Apc) otsi^'fb. f ^*^^cD8o (B7-1) ^CD86 (B7-2) ^j: t^(Dmmm 

^^(D^m. h^\^^mL-l2(r>m^i3m^k^fi^ (Caux. C. et al. : Activatio 
n of human dendritic cells through CD40 cross-linking. J. Exp. Med. , 180:1 
263,1994) . (Shu, U. , et al. : Activated T cells induce inter 1 euk in-12 p 
reduction by monocyte via CD40-CD40 ligand interaction . Eur. J. Immunol. , 
25:1125,1995) o ^^'clffliatiS^v^i^mS^lfg^W L> 3i:^I^^;t'/N*-T (Th) m 
B^fg-IS'fbtg^Jf oTv^^o ttz^ (naive) Th|ffl|g<7)ThlX(iTh2«'^ 

m (DCl) {iin vitrotC;fev^T. IL-12M^fg^^ L, M^^naive Th«^^Mr!& 

>/>°ai^T^it^. *tN'JflLtc:j?;£i-.2>plasmacytoid T ^fla^IL-3. CD40'; if 

y vtti>\,zi^m\^fz')y'^m^Mmmm, (dc2) {±. iL-um^mtm^-r. ^ 

Lr^.^.naive Thim^flJM?&14'fbL. IL-4M^T«^^# L. Th2--0^'fb^ 
'(Sii1-'i)vI^;6^~^;^nTv^;z>o Thl»{i«14^^!£60S14fbtC/i-76-:b«9. Th2#ffl 

Thimo^;i/7'-ef!&i4^b$tL/c«'^*i4T^fl& (CTL) ti. mm,nnxm 

[0 0 0 4] 
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mmm i^z^m. l /.zmo ^ mm-t ^ i5LCD4o^ y ^u-i- )vmi^7f)K Bmm izn l 

[0 0 0 51 

2. r:=f^y.7-^ -J 

«\ mCdmXmmmmm^mm-r^ (Barrett et al., J. Immunol. 146: 172 
2, 1991; Gordon et al., J. Immunol. 140: 1425, 1988) . ^B<0:k^^^i^ 
jii"^ (Gordon et al., J. Immunol. 140: 1425,1988; Valle et al., Eur. J. 

Immunol. 19: 1463. 1989) . mgUiX^. mDZOmi^tfzUphorhol esterO 
^-cmmt^tifzhmm^D^m^mm-r^ (Clark and Ledbetter, Proc. Natl. 
Acad. Sci. USA 83: 4494, 1986; Gordon et al.. LEUCOCYTE TYPING III. A. J 
. McMicheal ed. Oxford University Press. Oxford, p. 426; Paulie et al.. J 
. Immunol. 142: 590,1989) . IL4^^ET-eBltt(0^^^i§#-t-^ (Val le et al. 
. Eur. J. Immunol. 19: 1463, 1989; Gordon et al., Eur. J. Immunol. 17: 1 
535, 1987) . IL-4flJ8^. mm^^mmmmrngB (Jabara et al., J. Exp. Me 
d. 172: 1861, 1990; Gascan et al., J Immunol. 147:8,1991) . IgG. IgM (Ga 
scan et al., J. Immunol. 147: 8, 1991) (Dm^^M^ir^. 11-4^; ^Blfflia 
^^h<DoSm^Cd23XFceRIl(Dmii^t (Gordon and Guy, Immunol. Today 8:339, 
1987; Cairns et al., Eur. J. Immunol. 18 : 349, 1988) #«±0^^1i$^ (C 
hallaA, Allergy, 54: 576, 1999) 1L-6<D i i^Mir ^ (Clark and 

Shu, J. Immunol. 145: 1400, 1990) ^ <!: ^^'fg^^tLTV^^o ^hl,Zli. CDw32 

Bmm^^^h^ Bmm^^-y^m^-r^^t^ (Bancherau et al.. Science 241: 
70.1991) . m^'L-<r><^^L-mm.(DT:^°h~Z^::^-dK tjCW.lyt':f^~(Dm^^Z7!)^7f)^ 
^f>-f\ CD40*^L-rPlW^ti^^ (h (Liu et al.. Nature 342: 929,1989) l!)^ 

^^^nrv^^o iik±<D X ^ i<zcD40iii. ^ hBmm0Mi<z^m,-t^ijcmtLxm 



tBliE#2 003-3088655 



#fl 2001-142482 ^-i^' : 5/ 

m^. mmmi>zisif ^mm^mmr^it'^^mi'zwm^^x ^fziKatira, a. et. 

al., LEUKOCYTE TYPING V. S. F. Schlossossman, et. al. ecls.p.547. Oxford 
University Press. Oxford, W. C. Flansow et. al., LEUKOCYTE TYPING V. S. 
F. Schlossossman, et. al. eds.p. 555. Oxford University Press. Oxford, J. 
D. Pound et. al.. International Immunology, 11: 11, 1999, )o 
[0 0 0 6] 

iJLCD40t:n:#:75^T)C^jS;^$-lir^C:,h;6^'^$tLfj (Z. H. Zhou et. al., Hybridom 

a, 18:471 1999) o ^hi<z, 4 ^ > vi^zisif ^cmmm 

<7)t^*iJ{±. CD40-CD40Lv^*^'; > ^^^lf\-Lfzl)C(Dx^i^itK^^ Z t7!}m^^fl. 
fcLCD40^y i^n-^;l/iiL#:(mAb)tcJ: m^mm (DC) <7)fg14'fkl3iott^CD4^ 
;^/^°-TlfflBao^^flJ=Srft#■e^^^^/^»^^^^n7t: (Shoenberger, S.P., et.al.: 
T-cell help for cytotoxic T lymphocytes is mediated by CD40-CD40L intera 
ctions. Nature, 480,1998) o tfz. •T'^ 7.iZis\,^X^CmOtjLi^<D^^liZX y)a) 

t^^Tji^ilfz (French, R. R. , et.al.: CD40 antibody evokes a cytotoxic T-ce 
11 response that eradicates lymphoma and bypasses T-cell help. Nature Me 
dicine, 5,1999) o 
[0 0 0 71 

^ t -rsm.^ ^ # fzmmidcmm ^^m-t ^ mw: ^ mm ^zM^m. ^ ttr v ^ ^ o 

\H&mmziiKJASir ^ ^ u - > t-/)^^^-t ^ tm^^iXX\^^^ (Van Den Berg, 
TK, et.al.. Immunology, 88:294, 1996) o ^ hCmOtjimzmLX i> V -y° 
liZX-o rDC--<7)^^^f^ffl (D^^j::bZt ^iX^o 
[0 0 0 8] 

i5LCD40tlL#X{iCD40'; if> Ktc J: y)CdiOi^m.-t^ U >^^°ffi«=^<7)ii5g^^ 
ML. mBWim^X^^Zt^^^-^^':>X\^^^ (Funakoshi Set al.. Blood, 8 
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3: 2782, 1994) . (Funakoshi S et al., Journal of Immunotherapy, 19,93,1 
996) . (Z. H. Zhou et. al., Hybridoma, 18: 471 1999) > (Joseph A et al 

Cancer Research, 60: 3225, 2000) o T :=r-7.7^ ^ -y '^Ui^KiS^^^xm^M 

\^^ztit. iXi^<Dm ^ tKmoL(Dmm t ^^-r l i> L^^\^^zfv$>i>o Bmm t:: 

T-'T y ^fcL#:cOft3tC{i, CD40LOCD40^(7)|S'^^, la^-f-i) ^ <7) ^ , L^v^^JjO 

(ChallaAet al.. Allergy, 54: 576, 1999) o ^J;t(i\ G28-5 (AT 
CC No.HB-9110) <7)-t^-t^tfl:#:{iCD40Lt||'^i-^;^ca6. CD40L<!: <^^ffl^m(i 

-X X ^ y -iS-ti^r^-rj/L^^-t? ^ . CD40U ify K ii^fflt" ^ ^ <h tiJ: o CD40 

CillcioT. CD40';:^-> K^?StlJ:;|>f!&14cl: 19 JjL##^T-e<7)fg14^jg:T 
$iirT Li ^^^-o z^^^^'S) (Pound et al. , International Immunology, 11:11,199 
9) o CD40'; P^'^^ F<hM'^L^v^ijL#-C(i. #tc J; ^M«m<7)jt^?p$lj 

f^ffl (i^ < <!: ^ > CD40 if > K#ftTT'(i J: ^ 5tv ^ii5il?p$lj7&^'-e 1^ >g) ^ t y^)^^^ ? 
:|x-Cv^^ (Joseph A etal. , Cancer Research, 60: 3225, 2000) o ^OC^^^ 

CD40tl|g'^L. 'etig:i'-eltBiaiim^WJi-^t/L#:-e^)l9 ^^^a^^f^. CD40';:^-~ 
> K<7)CD40(i^t-r^#g'^{iia#L4-v^=fcd^tjL#:^rfl^i-'&-<i:75'^^M* Lv>o C 
<r>^n tii^mL^^ii--t^h\z^ , nT?§ttCD40Lj: ^ ^^^ti:'i^mM^W^%X ^ 
^^m^if-^ho fzhk.\t^ "Br^14CD40UiCD40t*S^L?l&14'fb-r'2>^^ f^B#t3 
^#1*1 L T ;2,CD40L<7)iJ) ^ ^^p^lj-f ^ o CD40Li: tt-^ L ^ v^^a^:^ ^ (i\ 

[0 0 0 9] 

3. T > ^ -r y ^ tiL# 

±faoj;^tc. cD407:)^^^^RSt;^v^TmM'it5:#j^tHo-cv^^ ^ iiji- 

^> CD40 'J KOlS-^^ISS-T'S^.b-C. MSf#«B#<7)^5^^^J^ge 
^^£^m<7)r^fi|f^75^^l&-e I; ^ t o Sawada-Hase t> (i. ^ n - 
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40 :ff y K tc^-r ^ mmm^ i> . cd4o t cd4o y k t o^t-^T^^-^K-^-r mBM 

iiv^^fR^ (V. Henn et. al.. Nature 391: 591, 1998) ^^$)^ 

tzib^ mo^Mom^^immtLxm-^fz^^^ jflL^^^i^feci-fei^^Tj^^^^ 

'th:iti}^^^'^ilXX\^^^ (T. Kawai et. al., Nat. Medi. 6: 114, 2000) o 

^<7) J; ^ ^m,*">^x cD4ot-€-<^'; ify v<Dm^^mM-f ^m^i^mmt trti 

. J;LCD40Li5L#J: tf L^CD40t;^t1-^t;L#:O:^;6^^^^14tC'^tL'i> ^fl^^-r 

^ho J/LCD40j;L#:i: LT(iCD40LO^'^^miJL. t^L#g#>eimO* 

[0 0 10] 

H hCD40tc#^6tJ(;|$^L. CD40L<7)^'^^miJL^ '^is^^-o, CD40^f!&t4'fb 

5D12i:^^$tLfc-7'^7;;?.tftli hCD40tJL^*:Ot>-r:*M W<7).^«.T'*^(J. Kwek 
keboom et. Al., Inmunology 79: 439. 1993) o tLX^ WM^Kt^LX^^^ 

^^^TY^-r^jiW-fiK \)zmm^MLxiimm^. cmo')ifyv(DV^m'k^mx^^i)- 

t~^i)^ktmhnx\^^^j:-^-'otZo ^hK^ ^^•^^yitLtz^X'^^T.CMO^i^a^i^m 
r}£VyX(D^m\Zi~^xmiik^fi^::.ti)m^^^X\^^h (Johnson et a 
1., Eur J Immunol, 24,: 1835, 1994) o -^^m^liW^\§L^)ifyY\z^ibmT^ 
^X^S^tC#-^^tt/c. 9^' (FLAG) (M2) ^ffli/^T. pim4CD40 

')ify YmmmM (Ramosm) hi'^m^m^kL. -eotffD^SIS^ffliJ^L 

fzt:Lh. 5D12 (ATCC No.HB-11339) •fft>-ri)^ZLi)^^^^^^7fi'^^j:\^^:it^ 

[0 0 1 1 1 

^mn^^tmtzK^ T>iS^rj'-y^ hiiL#:-e^>2>5D12;6^^^Mm:o-C. CD40LO 
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^tLTv^^ (Johnson et al., Eur J Immunol, 24,: 1835, 1994) o tfz. -fV 

=-:^7-^ -y ^t^^^7r--r^m^i)^hh^t{t^hihx\^^ti:i)-^fzo \^mA^m^^z> 

iXW\^^%W.^t^^fi[t. \^Y(DW\HXZ\)mjim:.^^-f^i%W-h^^\^. CD40i5L#: 

j;^fr<7)f>^ffi75?jlit:^^^, Lfz-h^'^xx^mm<r>'i^^^(r>.^.i)-h^ iJtfrco^^/^l^^® 

u±y°^- (FcR) ^zx^xmdmiLi^-^^^m^ti^'^tmii^^o ^nhcD,^. 

[0 0 12] 

. ^m^j:7&m^tLxm^^tit^i^fzo ^(oxd^^'^m-^-h. ^^mii. Dcmm 
'tm^^fzwm^h'twmir^^tizxio. (do mM(D}^hCMom.wjzn 

Lxi>mm^izT>^=f-:^-T^ y^x^^m^h mom^i^x a ^<Dm^mm>i 
. iBxzf'ijt^(Dijc}^ vmmmzit^xxy)mm'^ij^(^A^^^t:/)m^^^ti^T 

^ o 

[0 0 13] 

mm ^ mik-t ^ fztb<D^m 
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^mtjLmx-$>^CDmz^^-t^tji,i$iTi)i)^j:^^h. cd40'; ify v<Da)40^(D^^ 

PI# t T n'^ ;^ -r ^ -y ^ ^Jl^:. R tClt-^-T ^ >r h H i i9 CD40 if y 
K(7)CD40^(7)|±-g-^pi^-r^ T > ^ =7'j^^7^ ^ y ^^ji^^Y^mir:^ >l <i: L 

[0 0 14] 

(1) J^T<0(a)-(f)^-f>31{ftL-5>/i'-4^ < t ^ 1 ocof^K^Ttf -g), CD40H^t1-^ 

(a) ^t't^H'f^fflL. LPS ^mwy <D^^-rxiL-\2^^m'^^^ 

(e) mmm-tLmmMKiiLxmrnM^mm-rh 

(f) CD40';^"> KcoCD40tC^ti-^|§-^^Pl#L^v^ 

. CD950ma<7)^jeji{±. 20//g/mimTOtn:#:?^Jg-etft>tL>6o 
Bmmm^mmW tLXli. RmosX tiHS-Sul ton;6^'^tf hti^o 

--7KM302-ltC J: tL-5> ^ OT&^'^tf ^^^2)0 

[0 0 15] 

(g) moKM-t^ j^-^- Kof^ffl^ft^fof ^ 

(h) Bmmxit^<7)ms.mm^±.(7)CDmzM-f-^ K7&5XD4oi^?a^ii&tc# 

ct ^ ^IttC J: o T BfiSaBTOXii'eo^3z:#fflS&^±OCD40tl^t-r T n'jii^ 

(i) Bmmm±mzH-t^. ^mLfzmoL(Dm5§t^i:m^i-^i'fm^5m2x 
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(j) m^mmi^^M't^cM0i,znLXT>'$^:=r~7.7-^ y ^^M'^m^^^h 

±mjiWtLX\it. $K1=#75^TERM BP-7579-tr^b'i>/^'f r'; K- VKM281-1-10 
. XJi$K#^>^^TERM BP-7580-e^)^/N-r K- vKM281-2-10-l-2m: l9 

[0 0 16] 

(3) AL%t^%i^xit^(^m.mm}\^mm'^t LT^?>is^m^t;o 

(5) (2)tcfiSmotn:^X(i'eo^figfi<lifM-^#?«^t LT-^tf. :fe^!g?P$iJ^J ( 
[0 0 17] 

-e^^^^(7)^y ^ n--:h;i/Jjt#5D12 (ATCC No.HB-11339) :e>^ DCIffl^±<7)CD40 
ti. CD40L(7)'f^ffl ^ T'n ,y ^ -r ^ T > ^ f y ^Ui^X^^X ii^ ^<(D 

[0 0 18] 

1 . 

^l§H^-ev^^ hCD40J <h{±. ^"y-^h (E. A. Clark et. al., Proc. N 
atl. Acad. Sci. USA 83: 4494. 1986) 'X\t7. ^ :^ \£ ^ (I. Stamenkov 
ic et. al., EMBO J. 8:1403, 1989) tc<t «? tiTv^^ T ^ /^BE^iJ^^-T^ 
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[0 0 19] 

^hi>z, ^^mr- mm tit. ^^y^ur')y^mmir^m§m^mmR 

(7)^ Ay ^^xny^) y ^ ^ y^Rx/r ^ V ^ ^ -y^y^-r ^^i^'k 'h'^^-r ^ o 

b')2 ^ Fab\ Fab. Fv. KI^-^FV. — 4^ilFV(scFV). ?/^;}xt><^) 

fio^ft^^^^^'^tf ^tt-?) (D.J.King., Applications and Engineering of Monoclo 
nal Antibodies., 1998 T.J. International Ltd) o 
[0 0 2 0] 

40')-ff> v:^KD4o^mmmi<z-^K.^Mm<7)i^iiK±^. mo^mM-r^mmK^- 

[0 0 2 1 ] 

m±iiz^m-t^moiz^(Dv -ffy v-^^^^-r^hzt ^mm-t^i'^m. $>^^^it. 
CD40V :ff> }'i)KMommmmK-^x.:h§mm'^\^j.±^^mir^itm^^ML. 

[0 0 2 2] 

^^tmxW) m^mm (do j tu. m^i^iia.^ti>mifi. ^t}^j:tjimm 
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^ V>{i, ^tiifll'f c7)CDl4|^14^it^GM-CSFS.t/IL-4co;j¥:i£TTit«-r ^ Zt^lX 
[0 0 2 3] 

r*^^:DCJ (Immmature DC) CD14|^14. CDlaStl^tt. CD83.CD86^tt 

. MHC^ vXIiPtt4-t:-^^DC^^P*i-^o 

r^«*:DCJ <h{i. CDMl^tt. CDlal^ti-eCD83. CD86. MC^ y 7. imm^t^j: 

[0 0 2 4] 

^MML. mx.i£ mmmDC^mmit^'^. mo. CD86. HLA-ClassII^i^l§m$ 

[0 0 2 5] 

2. |jL#:col^t# 

vtttli hCD40. Xtil^ hCD40^^^1-^itf5^^amx.-7'>;^lffllE*^-7'>XtZ:fe 

^si-^^t^^^^^igT'^b^o :fe5St3'fjffli-^-7'^7X{iii htft^^M^-t^-T-^;^ ( 

Tomizuka. et al., Proc Natl Acad Sci USA., 2000 Vol97:722) t:^^^ <h tS^^ 

mi^An<7)mm i^z^m-r ^ mo {z ^ ^s-r i5L#: ^rw^-ty^^t^K.hti^o l 

T'ltffl$tL-CV^^^-7-;S.Cf ^ >i?><7)::^i£ (Nature., 1975 Vol.25 

6:495) ^m^^r^^^yv v~-'7<Di'^min') ^ t^^x^^ 
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[0 0 2 61 

t /z. BIAcore 2000 ( If T Ttt) ^ ^(O^M-fy ^^RlrlJ^^S^ffl 

■rBlv#ttCD40L(75CD40^<7)|g'^^j|ft;fL. CD40Li:t|-^L^v>t;L#:^ilSlJi-;Bo t 

OjiSlJ«rDCtC'f^ffl-r^75-S:d^*Ji^t LT^f d CI t tlJ: «9 . CD40L tlt-^Hir-r. 
[0 0 2 71 

-■:^^i^^A'ft:X{i'e-cOpT^IIJt^rj- K1-^itf5^ ^ iJ' n - > ^' il^^^^' 

i^^mU-t^ <i: 75»s^-e ^ h (p. J. Delves. , ANTIBODY PRODUCTION ESSENTIAL TEC 
HNIQUES. . 1997 WILEY. P.Shepherd and C.Dean., Monoclonal Antibodies., 20 
00 OXFORD UNIVERSITY PRESS, J. W. Coding., Monoclonal Antibodieslprinciple 
s and practice. , 1993 ACADEMIC PRESS) o h "7 > ^ z^ jl ^ y ^ WjM"^ 

mimj'i:m^^xumi^i^<D^m^-/)^^fi^^mi:'f-^zm.^iJ:,t ntz h y >x v^.- 

[0 0 2 81 

3 . y!« ^ - ^ > r 
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i L < \tmmMMW^'^^m^\im^m^o CD40L<hC0M'^(iBIACore«O J: o 
[0 0 2 9] 

o -C^TV\ $ ^ ICFLAG^ iJ' LT^-r^ Br^ttCD40L*^FLAGiJL##^ET-er^ 
JPl-^^^-e\ bTv#14CD40L<7), hB'; >7:^--r|ffl^±coCD40^(7)|*^^ j: 19 

[0 0 3 0] 

(1) Tn*-;^T-^ y i^f/L'f^OJ^-^ 

(a) tt^:>tlffliaC'f^ffl L. LPS ( ^^^i? V y iJ ^ 4 F) RZ/imy (D^^tXlL 
-12^^m^-t^o ^<7):lf-g'(7)LPS»^Jg(il0pg/inl;i>^f?10ng/mlTafe«). miy (DM 

(b) m^mm^^i^^L. m^mm^m^.^^^im^mi-.^o L7!)^i>. 20/ug/ 

(c) BMX(i-e<7)W5:M^H*tLT. CD95<7)§tmi:iS:m-r^lSm%28-5tjL 
#:<t«9^i^v^o COJt-a-. 20//g/mlJiiLT<7)»ftJg. ft? t L < (±5-15// g/ml<7)?;ftJt 
-e±fSlfflia h <!: ^ i: l^v^ff&14*t#^ t :^^X i ^ o 0)95(0 ^m-^^i&m 

taiEirf 2003-3088655 
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mW^^^o HS-Sultonm^i/^'-^ ■y h'; >/N-M-e^b^o 
[0 0 3 11 

(d) BlfflWt3z:iaia^ (Ramoslffl^XtiHS-Sulton^ffl^a) tl>tt LTDNA-^^. 
v>Jpii9di<^^. iim^i^|l*lJ1-'i>fSi14;i>^^G28-5t)L#:J: J) ^ <7)^^cr>i5t#:?t 
Jg(i. iJ'^^ < t ^)0.05//g/mK L< {i0.1~15/!/g/ml-e*-5>o 

(e) BifflMt jziffiiattti^t L ^if 2*-r ^ o 

(f) CD40'; KOCD40i;^t-r.5>M'a-^lfl*L4^v>o Tia^L'^v^J 

. CD40L^mo 13 ^-^-e a: ^ ^ t ^ ^ o 

ifSttK^^-r-SJjL^^ti^ ^N-f7^ '; K--7KM302-1 (PERM BP-7578) 

[0 0 3 2] 

(2) T^^J^n'-yC.-r^ y ^tS:#:<7)J^-g- 

[0 0 3 3] 

(h) BlfflagX{i'!-(7)#5:m;^±(7)CD40tl*t1-^ 'J t!/' ^ K;^™o§&ig*fflflaH-^ 
mrfiaB*fflJ!aX{±-e<7)#3Lm^*±OCI)40t;^1-;2>Trj'::i^7"^ y iJ^'^f^ffl^^^ 

[0 0 3 4] 
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^'^ME3t*feC LT. ft*l-6^t3fm^®±tCCD95 (Fas) ^f&^-T^o t^oT 
[0 0 3 5] 

( j ) DC±(7)CD40 l/ZM \^xry ^ 'Tt-T.y- ^ -J ^Xh^o ir^j:t>ib. CD40L;6n)C 

^^mt. CD40t;^^-r'5>^,i:m: ifeffiSf^ffl^Pl* t. ^^tLX^^ 
V > (7)^ f9 ^^tmm ^ o - <7)t#^<7)ijL#:?^iS{i> < ^ ^ 0. 001 g/ml 

•e^ . i L < {±0. 1 ~ 10/i g/mi -e* /S) o 

±iiTy'$^::f^^-T^y^^mt. ^^^-f') K--7KM281-1-10 (FERM 

BP-7579) . KM281-2-10-1-2 (FERM BP-7580) ICiOM^^tl^o 
[0 0 3 6] 

tg:}^^^^^^^^}i\iZ^ y)%tsi}^<D^m.m-^mii^^'^h\>zn'^^-t:^:L}i^^ 

[0 0 3 7] 
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4. mm^m!^ 

•^-U Tt<7)a^-ii:^ LT^-^$n;2)*3^fi(i. lEHCo I^^Mlkg^fvi ^) 0. lmg~l 
[0 0 3 8] 

hti^ tmmx^^o 

[0 0 3 91 

ttlliE# 2003-3088655 



mi 2001-142482 



^-v: 18/ 



t fz . nmiijWz^^mW'^^ ^^:Lti)^h CD40 Km-^ir ^ ^^jiii^h^ CD40 'J 

[0 0 4 0] 

mmm^^^-r^n^i^^\zthfLx^fz:iti)-h. mw^m^ii^^mf^m 

If ct T ^ CD40 i L ^ v^tn:#75)^£^M ti^ o ZtitXlzm^^tifzl:: 

7.^y ^u--r >'Pi5Lf4^co pT^fltt h ti b iJ'* n y > ct^^-^^j^ ^ =Sr 
itr$n^f^i6. CD40'; ify Y t(D^^^m.^1r h^Wt tTtil^ htn:#:75-'M^ L 
[0 0 4 1 ] 

(1)^^ 

(ATCC No. :TIB-39) o Ramos B (ATCC No. :CRL-1596) afeC/lC vi7>(.JjLCD40 

tJL#M^^^-r r'; K-v G28-5(HB-9110)S.t^5D12(HB-11339)(i. ATCC5&-'bj»A 
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LfZo 

[0 0 4 2] 

(2) txf^.<D§tiM.tmm 
#> ssr 3o#. 72t:.3o#) x2o-^4 ^ )i^(D^i^x-mm9mm^m^Lfzo 

[0 0 4 31 

■7° ^^-7-1: 5'-CCCAGATCTGTCCATCCAGAACCACCCACTGCATGCAGAG-3' (g£?!j# 
-^1) 

■^^-f-r-2 : 5'-ACAAGATCTGGGCrCTACGTATCTCAGCCGATCCTGGGGAC-3' (Bfi^iJ^ 
-^2) 

ifiliS t;'jcDNA{±. pFastBac^^ ^J'- (Gibco BRL) (7), ;^ ^} ^ > Vi- 
(D'ik. MgGlS^FCX{±V'^;=!.IgG2bft5feFCfI^<Omri::J$AL/Co CD40^M<7) 

4Bra^«L7to ±ffl{±^ 0.22nm-7 ^ ;^^- 
'CM!SL/;#:^ ProteinG sepharose (Amersham Pharmacia) ^i^^nL> 4°Ct:' 
i^/^^tcHiajL/co —mk. sepharose^ A tcSL. 20i&#»cr)PBS-e-^^ L/i 
o hCD40 FCSSKti^ 2QfM^') ly^mmWi (pH3.0) <t 0 ?#tB L/io CD40^ 
*ffl!&^®t3|§]l$-ti:^:^ci6<7)^^ iJr-fi^ Randolph J. Noel le;^^'^ A# Lfc ( 
Inui. Set al.,EJI, 20,1747-1753.1990) o ^RcDNA{±XbaItC J: ^^^if L 
. pCDNA3 (INVITROGEN) K^Xl^fZo ^ -^"SL-mm^mXL. 0.5mg/ml 
<7)G418 (Gibco BRL) TT'^^-f^ i ^ llJ: «9 'k'^^W^^ntZo CD40<7)% 
^(i, FITC-IS^fjtli hCD40^i:'ft: (Phanningen) ^rj^v^ FACS)^;&f t:: J: f)5iiSL 

[0 0 4 4] 

isc20)Rz/\^higKmv^y^i^-y (kcoS) ^mm\,zun-ti>o ::.(D'^^7. 
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m<ommi^'^^^x^^^i^^i^x-^^ ^ (sc2o)^ 

^^MX$>^ . mx.t£mMh<7)m.^ (Toraizuka. et al., Proc Nat 
1 Acad Sci USA., 2000 Vol97:722) Uieit$nTV>^o tfz. ^/^(irt@t4Ig 

y (KCo5) ^^n-th-^^^^ThM {V^y7.vx.=.y ^-^^7.) r-*)^. m^^t 

Fishwild^<7)$U^ (Nat BiotechnoL, 1996 Vol 14: 845) tcffift^ tiT o 
[0 0 4 5] 

■^XO^get; i f)#^tL^T-7'!7X^m«^<^IS^ (Tomizuka et al., Proc Na 
tl Acad Sci USA., 2000 Vol97:722) tlffit^^ tL7t::^-^T'ft¥|ff L. mn^\^^ V 

ida&Lonberg, IBC's 11th Antibody Engineering, Abstract 2000). 1^1T<D^ 
[0 0 4 61 

(^^K^'bi^f^. mtm±mf 1991) iz$im^ti^-m^ijmzvt':>xmm 

Lfzo f^^mt tX(D\i hCD40(i. mtkmixmmtfz\^ hCD40H hFCi:CD40l§ 
[0 0 4 7] 

t: hi5L#M^vi7>?.n, mOihFc^ mi^mti'O 2;6-'bl00;t/g/IiIT-^^Lfv:o 

ifllL. iflLVtff <7)CD40tC*t-r'i) htJL^y iSiO^'/c ELISA^ffl V^TiO^ LfCo 
)»M?ri^m-r^3-4BBrrU«S^MJ; PBStCv#j#LfcCD40:Fc=^20//g^£#tLS*l- 
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[0 0 4 8] 

t: Vm.Pfm.^-^'y^K. ^ hCD40|§3El-r^v>XEL-4M^^^sLfCo EL-4fl 
J3ai08l@/mlTTBStCl?,?iL, ^i6PBS-ej:.-7;w>^-3 >ffc L/c^MORIBIT 

[0 0 4 91 

n--7SP2/0 (ATCCNo. : CRL1581) t5 IX^m^L. m^MtLX^i-'VJ^^U 
>^*»;3-;l/1500 (Boehringer Mannheimtt^) ^m^^xmi^M"^^-^^ Z ti,Z 

^BjfiL^t (Fetal Calf Serum. FCS) t l^^'^'^y^y (H) . T ^ 7 ^t" > (A)> 
^ ^ V > (T) «r'^^i-^HAmWDMEM:^Ab (Gibco BRLttt^) cfT'^^l-^ ^ <h 

Vi>n->(7)S^ ^»j4T-f^^i-;6^*11f^^^lSiB^« 
T y -t ^ (ELISA) J: CFm^fcrSmb-t (FACS) llJ: ») rlU^i- ^ ^ 

[0 0 5 0] 

. J':i.Tt3j®-<^3MI«<7)ELISAi5J:iyTACSjPfWlc<t 0. h^^i^n -ru > y il ( 
higy) W^^V^^^'uy^^) y%M%.K^^L. ;6-o ^l hCD40C#^6^^StDl4 
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o 

[0 0 5 1 1 

KM302-1. KM341-1-19. KM643-4-11 

KM 281-1-10. KM281-2-10-1-2. KM283-5. KM292-1-24. KM225-2-56. KM341-6-9 

-?-tLi^O|*l3o<7)/N^ -7-'; K--7^n->KM 302-1. KM 281-1-10. KM 281-2-1 

0-1-2=^. ^^is^s^QB^-e. nsL'iim^Kmmimm'km^fn m^±^^^ 

[0 0 5 2] 

^ ^§f:#^ 

KM302-1 FERM BP-7578 

KM281-1-10 FERM BP-7579 

KM281-2-10-1-2 FERM BP-7580 

[0 0 5 31 

mMMl-^'i^m Lfzl^h CD40-e 'y XFC (1 /u g/ml) 50/u l/^ . ELISAffl96 

:r:-74 ^x^y°U~ V (Maxisorp. NuncttM) <D^^ jl)UI,z1ju^. iVX^^y^^ 
^~hL. t: hCD40-7'i/7.FC^-^-f i^nyp- h tCBR^^-^fCo ^^/^T^ ±yt^ 

±m (50/^1) ^iJPx.. KJB^^fz^. 0.1%Tween20#^'; 

m (PBs-T)-e^^L7to >x^^x\ mmimrnxm^^tifz^^my^higiG (7) 

j5L#: (v^*-7, A0170) ^l^iFBS-^^PBS-T-eS, OOOfg^l^f^ L/c?t?ll (50;/1/'>ji 
^. ^-^i^^t'Jnx. ^ h L/::o ^ n-7°ix- b PBS-Tt?3 

mmmk. ^-fe*®?^ (™b. 50;£/i/'>i;v. ^-^.^-9^4 Y^±m) ^^^^ 
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[0 0 5 4] 

K-^ mm DC m-mmm 

KM302-1 CD40-r'>y?.FC IgG4 ±i^PPtlJ 

KM341-1-19 \^hmQ§tmL-4 IgG2 ^Mik 

KM643-4-11 CD40-7'^y^FC jfe^M 

[0 0 5 5] 

[^2] 









DC-MLR 


KM281-1-10 


0040-7-^ XFC 


IgGl 






KM281-2-10-1-2 


CD40-r'>>?.FC 


IgGl 






KM283-5 


CD40-r'!7;;?>FC 


IgG4 






KM225-2-56 


CD40-r'i7;^FC 


IgG4 






KM292-1-24 


CD40v'>;:2sFC 


IgG2 






KM341-6-9 


}^ h CD40^if .EL-4 


IrGI 







[0 0 5 6] 

^'fk^^-e^fftL/ii^^mi^ MgKi5L#: (l,O0O^^f^. ^O/uiy^y JL)V^ Southe 
rn BiotechnologyttM) ^rfflv^fcltfcfi. ±7^Lfz\i hSt^V^^) > y m<DELIS 

[0 0 5 7] 

tfLl^ MgG4t)L#: (#2. 000ig#fil. fx\/ ^ s.)\y^ The Binding Sitett^) ^ffl 

tBiiE# 2003-3088655 
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t h mo^m.mm iznt^^^y ^^-i- )i'tjLi^<7) 

[0 0 5 8] 

2xl06/ml<7)?^JgT'Ramos^flai*^0.1%NaN3. 2%FCS'^^PBS<7)^'fe/N' y 7 r - (S 

B) izi^m^^fzo (100^ l/'!?^;^) ^96-well A^-7°^- h 

^ h>T-V y^>y>tt^) tC:^-aLfJo ^^<D^^4y^') V-'r<7)m^±iM (50 

Jfliy*T;ur5 >tC*^-t;Sh MgGlJJi^^fflv^ K— r^#^%T-2;«g/m 
l<7)?tJStipML, 50/. lv^M^7K?aT15^rHl^ h L;t:o SB-e^^fert L 

fli^ 250^S^f^L/cR-PE^^11lttJLli hJ;L#(Southern Biotechnology1±$^) 50// 
1 =SrSnx.. 7KrST15^r^-f >^^^-bt/^o SBT' 2 il^^ t;'cf^. 300-500// 1 
<7)FACSMffi?SH!l?^L> FACS (FACSort. FACScan. h>rH y^^Wtt^ 

[0 0 5 9] 

ijiCD40tjLi^m^^^^ r'} V-^^^i^4 >va.'; > (5//g/mK Gibco BRLtt^ 
) , \^W7y7.y:r.^)y (5//g/mK Gibco BRLtt^) . :x.^ j -)Vr^y (0. 
OlmM. v'^-Ttb^) , m.'^Vym-^V'}^^ (2.5x10-5 nM. iy^-^^tm) "^^e 

K - -7 <7)^#fflfla^;i»^-9o% ^ o fzn^x-^m±.m ^ niiR l /co t Tt: jitt (i ^ 

[0 0 6 0] 

tf^«±Vt =^ Hyper D Protein A ii ^ A {B^if ^i^^) #Jl<^iJi^# 

ffilEilf 2 003-3088655 
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mwL (pH 3) ^m^^xry ^ - 7^^ -mm^Lfzo maim^m wrris-Hci (ph s. 
0) ^mnLXDE7.2 H^izmmLfzo mm^tifz^iii^mmi. mm doooo* 

-y h> Spectrum Laboratoriestt^) ^ffl v^TPBS(-) tlS^ L. ?L@0.22/^in <7) 
^>r^>-7'f;l/^ -MILLEX-GV (MILLIPORE $^) T*^ii?J5K® L/Zo ffii^tol'^O 
?tJt(i280 nm<7)^^Jt^t8lJ^L> 1 mg/ml ^1.45 OD t LXM-iULfZo 
[0 0 6 1] 

CHIf&f !I6] Ramoslffl^a 1 1 ^ t;LCD40 T n'- Tst- ^ v ^ V^i^^ CD95^m'(J£ 
it 

5.0xl05lH/ml<DRamosm!l?i?S^96'^a:-;i/yv- h tClOO/^ 1/wel l-C^f® t 
o ^^>rr•; K--7:^«±-/tX(i*SmJL#:^20^g/mHlJt%-e#|PvL. 96'>^;v-7° 

1^- h tcioo;« i/weii<7)?^«-ev^inL/co -m^^mk. mu^%m.-Ymmnm> 

(Pharmingen NJ) ^fflv\ FACS'^'^o T^SIff Lfco lIllC^:^5:^-ro 0 
KM302-lf/L#{i. B£^G28-5JjL#:tCj:l:LT, CD95^5I^ i l9 iSit-t-'S ^ ^ $ n 
[0 0 6 21 

CIIM^7] Ramos^ffliatCistt ^J»lCD40T > ^ rTzi;^ x ^ iJ'iJL^tl J: '?>CD95|& 

1.0xl06l@/ml<7)Ramos*fflM?Svi^^96>^J^;i^-7°V- h tC50// l/well-ClSM L;t: 
o K-'7^«_hvtX(iffl^i5L#:^2//g/mUC**«b-eii^L. 96't^J:-;l'r 

h tciOO^u l/wellv^^PLTto pT^ttCIMO'; K^4;«g/ml i:tiLFLAGtn:^ (M2 

o -Bfe^«M. iil3a^*i6R-PE^IS5t/LCD95^#: (Pharmingen NJ) FACS 
=Sr1So-r<¥P^L;'co 1112. msil^m^^l-o lll4'^«l(±CD95<7)||^5^J^^^-ro 
KM281-1-10. KM281-2-10-1-2. KM283-5. KM292-l-24> KM225-2-56<7)#/^^ ^'J 

K--77{)^^^ML7t:tJL#-t:ii|^14=r> h n .h fSjfljg^ -t:XD95<7)|§?|^pp$IJ t/c 
o [ll3tC:fcv^TKM281-l-10tA;^(±. W^'b\i\2\%Wt>-fi)HZ\^i)^^m^%'^^nWi 
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[0 0 6 31 

^x^m. y o r <; >t/L#:tc J: h ^m<D%m 

1.0xl06'(@/ml<7)Ramos*fflflaMri?i^^96'>a:-;V7'U- h 1150// 1 /well -CiSSL;"^ 

0 ^^^"7^'; K--7^«Jivf3l(iffl^t^L#:^2;«g/mHC^:HfeT'ilML, 96'!7i;vy 
l^- h tilOO;i l/wellr^tJDLTtZo Jjtli MgGt/L'f*: {'y^-r. 13382) ^^v^ti^jt-^ 
-^XlgGiJL^ (Biosource. AMI3401) *4//g/ml t i 0 :^llbilv^i)D L. 96'>J^ 

htC50/.l/wellv^ijnL7^Co -D^:^aim> #M?:*i6R-PEllMi5tCD95^#: 
(Pharmingen NJ) ^fflv^ FACS^i^eoT^^^ffLTto 114. llI5ll*§m^^1-o HI 
'4'1ttt(±CD95<7)|;§il?^.Jg=Jr^-ro KM281-1-10, KM281-2-10-l-2cO#/N-r K- 
•7i3^^m.Vtz^jii^X-[tCm5(D§^m^nU\\^tzo Li}^L. 5D12> KM283-5. KM292-1 
-24. KM225-2-560#/^-f :/U K-^r^i^^^M L7^c*n:#:T'{iCD95<7)|§i|^Jisfri;li?i 

[0 0 6 4] 

[Mmm} RamoslfflJia i3 tt ^2) iiLCD40 T n'- -r ^ y ^ tlJ: ^ tim?P$IJ 
1.0xl05Wml<7)Ramos^S&. HS-Sulton51?f ?S?r96'i7a:.;U7'V- hm00;«l/wel 

1 -ejf a L fz o ffl^tJL^* ^ V ^ (i pr^ttCD40 >; > K ^: imAGtnl^ (M2) t <Dm 
*rI-&%^tfilfetCv&L. 20it*f^. 100//Ci/inl<o3H-Thymidine (Amersham Ph 
armacia)^:10/M Ir^iPL/Co 18B#r^^^. Macro96 Harvester (SKATRON) ^fflv^T. P 
Tinted Filtermat A(Wallac) tl/N-^>?. h L> ^^f^etap:Scint(Wallac) IC^ 
< « L. /^y^-i/y 1205 BETAPUTE?i^# V y^U- a > ^ ^ 

^m^. mmii^mm^(r>mi$-$>^^^iimoiMm'k^i-o Rmosmm. Hs-suito 

nmm tiiiZ^ KM302-ltJL#:^^]!jD L fzm^K. Vt^(DG2S-5ijLi¥-^CM0Ltitm L 
^ 5 V ><7)^ < . KM3O2-m#:6^'M0*fflliaoii5fi t^^x. 

[0 0 6 51 

CIIMfiJ9] CD40T 3*:=. X X ^' IJL^*:tC J; ;g>^jytm<^?S14'fI: 
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(1) umRzriim 

ai^x.Ml^ ML-4{iGenzyme technettJ: ^mXLtZo t)Ll^ hCD14 MACS beads 
(iMiltenyi Biotech GmbHttJ; 'O^XLfZo LymphoprepfiNycomed Pharma ASct ^ 
mXLfZo it*t;fflv^/i:^^i±, DCIf2gBttC{iRPMI1640(Gibco BRL)tC10% heat 
inactivated FCS(Cell Culture Technologies), lOmM HEPES (Sigma) , 55;uM 2-m 
ercaptoethanol (Gibco BRL), WM^ h U-f Y 4 > (mi^^M) irMx^xm 
V^fCo ^feBtO|ffliav5fe^t;{i2% FCS (Cell Culture Technologies), 0.02% Aza 

id v^^jnPBs (Sigma) ^fflv^fjo mmm^mi'^iiB^^mj:m^±m<o^)i^^^> ij - 

[0 0 6 6] 

(2) ^mmmc(Dmm 

mnsia. X y) Lymphoprep ^ ffl v ^ fc^^m^ SB it^L^ l>zXi) ^Wt ^mMLfz (PBMC) 
o ^fi^^}^ hCD14 MACS beads-e^i^VT"^ -T-tl/^ V3 >ir:^ZtiZX f9CD14 

mn.m^tm^m^iiz^mLfzo bCM-csF (song/mota 

m X. Si h IL-4 ( lOOng/ml ) i L T . 10%FCS i mu L 7t:RPMI1640itltk T 6 w 
ell 7°!^- h-e^«L/io i-&«M$^B$<^mstJt{±lX106/ml-t:a welH^SmlTo 

-e^f o/jo 2 B tci «<7)i^%3<m^^To7^zo ^m^m±^mm(D i 

S e (i^aa ^ imx L . * tt^m. \z 1 X io6/ml OaiJS L 

. tACD40^5L#X{i'e<7)T-r V^'-r 7'*tHS^y^JptT24 weliyi^- h T^^ ^ tC4B 

rBi<7)^«=^^fo7^co ^<Dmmm^mrift>^j:i)-^tzo 

[0 0 6 7] 

(3) m^fe:?S:t/7n--9--f h ^ -^-tcj:^)?^;^ 
^fetC{±tiLHLA-DRtn:#(T-f y ^-r -/^tflS: rat IgG2a). *rLCD86 ^i^iT^V 

^ y^+HS: 7 ^ h IgGl). tiLCD83i5L# (T-r V ^ y^tHB: 7 h IgG2b) ^m^^fz 
o *-r\ 4°C-e-r h L/cf^. 3IiIO?5fe?#-L. Beckton 

Dickinsontt^FACS Cal ibur^fflv^Tjllfr^^f o /Co 
[0 0 6 8] 
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(4) Mature IL-12 secret iontg(?)/Cji 

±.U<DX n {Z^^m DC^tffjl^. LPS (400pg/ml) IFNg(10-3M) ^iJDx ^ 

[0 0 6 9] 

(5) '^^isjiiif^m 

J&m:<^m'^^^^it^tzo CD86. mA-m<D^^^ M.fz^^. G28-5t/L#:tJticL-C 

^tifzo tfz. IL-12co^vi:»tCov^T{ifiK^J)C'\<7)KM302-ltJL#c7)^3gtCJ;o-Cjt 
m-r^^t-/)^m^tifZo m±J: i9KM302-ltn:#;5^ DCIC^I"^ T n'-X 7^ ^ y 

[0 0 7 0] 

C^MI^aiO] DC-MLR 

iE'^}^Y:^^hnMLfzJkm (*1iJflL) 2000rpm 1053*jt'C^ ifiLVf^iSv^ 
^ofco lfiL^^®^PBS-eS^?gL> Ficoll (Amersham Pharmacia) (D±iZW^-^-^ 
^zm-^fzo 2000rpm 30^m>L^L. f raiiOPBMCf|5^^IiIl|Xi-'i)o PBS-r2IaIf7fe^ L 

[0 0 7 11 

DC^m<7)fzib(DmW.(r>^m.ii. macs (Miltenyi Biotec GmbH) ^m^^vS?M<7)U 
mmiZLfz:^^'^xn'^fZo PM^^ZUm-^^t^ PBMC lxl08f@tz*t LT. macs Bu 
ffer 800 MACS CD14 (Miltenyi Biotec GmbH. 502-01) 200ul =^Y^iP L, 4 
VX15^^mLfZo MACS LS iJ y J^i>zmm^m.M^-t. m^LfZo iJy^liZm.M 

Lfzmm^^^ttLxm'^Lfzo :^y^\,zm.mL^j:-^^^fzmmK. macs hla-dr 

(Miltenyi Biotec GmbH. 461-01) ^v^SPL> BSiJ y ^XWLR-mm^±mm^W^ 
mmm^tLfZo FACSICJ: f)CD3^14M<^Jt^^ltPiL> T«M^^ 
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#iS 2 0 0 1 - 1 4 2 4 8 2 ^-V : 29/ 

iZ, lxl06^!a/mlcOfl^Jgt:100ng/'mlc7)IL-4 (R&D system) , 50ng/ml OG-CSF 
(KIRIN), 10%<7)FCS (SIGMA) *^tfRO^% (PPMI^*fet3. /9-p«;U*7'hJ^^y- 
^l' (Gibco) ,HEPES (SIGMA) ^r^^D L/c ^> O) vmmLfZo i^m^Bm^. lOng 

/micoLPs (DiFco) imML. mmmz'^jt^-^fzo 

[0 0 7 2] 

o mmydc<7)mmit^^fim. i : sot l. mmmt. 2xioHMmx ^j^j^t 

B^mLfzmz. 100//Ci/ml<7)3H-Thymidine (Amersham Pharmacia) ^10// ly^JP 
LfZo imm^k. Macro96 Harvester (SKATRON) ^fflv^T. Printed Filtermat A 

(Wallac)^c^^-^y^ h L. lz;'j^f^etap;Scint (Wal lac) < -ft L. ^-^y^- 
V > 1205 BETAPLATEi^ft: V ^^Ix-va^^-^:^^ - LfZo t 

fz^ff^mci:m^^fzisLRii. ^^j: h ^^h^MLfz^ mmt^mc^M'^'t ^ 
^ t D^fo/jo Tm/'Dc<7)#ffl)!ajt^'etL'e":M. i : 4ot Lxwimizn-otzo 

09, miOtcl^rirt^-f o KM281-l-10t;L#:cOv^ijptc J: {9 ^< v>(7)^l9 jA^Ti^fg: 
<> MLR755^^iba^^<!:7!»5^$nfCo S/z. [1110lci5V>-CKM283-5. 5D12J;l'*(± 
DC-MLRSrPP$IJt: #-f. 1-'^t>-^KM281-l-10i5L^<7)«;^;65DCt;*t-r'5>CD40'; K<7) 
m^i'P^i-^T> ^ ::f^^7- ^ y :>tfCi$^'C-^^Zt-/}^7r:^tifZo EIlltCTn'- 
X-r-r y ^;^tJL#:-C-*^KM302-ltn:#7!j^ ^J&mDCi:m^^fzMLRI,zRmrm^<7)§^m- 

^m^tzm^ziTf^-to Dcmf^mti-^zti^zx^^ mmt(Dmm'^mms:m^ 
^ T 3*-;^ f- ^ y tn:#-e*) ^ ^ t ^^7f^ $ ^T^co 

[0 0 7 3] 

CHii^Jll] CD40tn:#:tc J: ^CD40L<7)CD40-^<7)|g'^tc:S.(?i-f^# 
BIAcore 2000 (IfTnT) ^fflv^T. tiLCD40tn:#^. El^<b$ tLfcCD40V: hFC 

iz^^^^fz^^^ '^mn.cD40L(Dmo-^(7)^^m(r>mti:m^Lfzo mmizifm 

LfzmmWK'ltt\^K pIv§14CD40li hFC^CMf^-yy (CMS, ^TnT) l^zm^itLfz 
o ^v^-e25 (//g/ml) Of;LCD40fcL#^?^5nL. CD40H*S-^$-l^7t:o ^fbtClO (// 
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^ a>V n -;i/lgG^r3^Jp LfjJ#-^. CD40L(7)^'^»(±100RU<!: /^o KM302-lJjL 
#^v^M^T'(i. CD40L<7)^^»(illORUi:^i9. KM283-5jjT:#v^M^-e{i. ISRUt 
^ o fjo d J: i9 , KM302-li5L#:{±CD40L<7)CD40--co|g'^=^ law L >! <!; 

[0 0 7 4] 
[0 0 7 5] 

imm] 

SEQUENCE LISTING 

<110> KIRIN BEER KABUSHIKI KAISHA 

<120> Anti CD40 monoclonal antibody 

<130> POl-0364 

<140> 
<141> 

<160> 2 

<170> Patentin Ver. 2.0 

<210> 1 
<211> 40 
<212> DNA 
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<213> Artificial Sequence 
<220> 

- <223> synthetic DNA 
<400> 1 

cccagatctg tccatccaga accacccact gcatgcagag 40 

<210> 2 
<211> 41 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> synthetic DNA 
<400> 2 

acaagatctg ggctctacgt atctcagccg atcctgggga c 41 
[0 0 7 6] 

Se^iJ#-i- 2 : ^fi^DNA 

imi] 

KM302-m#>ei^ CD95^m ^iSB-t ^ "k^lrmX'h^o 
[1121 

T>^=r^7.-T^ y ^ m^:^^am>sm^ iZMir ^ CD40 U > KOil) ^ =^ "^-^i" 

aiiiE# 2003-3088655 
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ims] 

[I1I4] 

$ n/cKM281-l-10t:iL#:56^XD95l&3E|^>(£it L ^^t-iar-^ o 

[nisi 

IB16] 
[1117] 

KM302-lt/L#:;6N Damo^^fb ^^Jeitl" IS:^ ^^-nat:-^ ^ o 
HUB] 

KM302-ltjL#:^^ DC*ffll& t;iL-12^^ ^'fJSiil- ^^-TH-C* ^ o 
[1119] 

[mio] 

KM281-l-10*n;#:t;J;^. ^Z\i4^') if y K<7)iJ§ ^cjnjfpi"^ ^ ^ ^^-f 

[g-e^)^o 
[mil] 

KM302-lijL#:lC i ^5|^^|feDC-MLR^ff&14'fti-'5> :i <h ^^"tm-C^-So 
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[mi] 



mm 




Si 




taiEilt 2 0 0 3 - 



3 0 8 8 6 5 5 
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[12 2] 



medkaikOOl 




Km 2^2* 1-24 




10** 10^ 10^ 10^ 10' 




225-2-56.002 




10* 10* 10^ 10^ 10^ 



29^5.002 




261-2-10.002 




10** 10^ 10^ 10® 10^ 



281-2-13.002 




tbgEJjf 2 0 0 3 - 



3 0 8 8 6 5 5 
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[HIS] 



o BK.001 

CO ^ ' 




FL2-H 



CO4OL0[>;Sp^ 



sample. 125 




10** 10 



10^ 10^ 
F12-H 



10^ 



CD40L+5D12 



sampte.044 




R2-H 



CD40L+KM281-1-10 



{±iiE#2 0 0 3 



-3088655 



[114] 
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281-2.001 




10<» 10* 10^^ lO^^O* 



KM281-2-10-1>2 



2a»&ooi 



2as>2.ooi 




10*' 10* 10? 10^ 



KM283-5 



KM22 5-2-56 




10® . 10' 10^ 10* itf* 



KM292-1-24 



ttiiiE#2 0 0 3 
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[EI5] 



AQtj-mouse-5Dl 2.01 7 
CO -3" 




FL2-H 



^ti-mouse-NC.01 3 




FL2-H 
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[He] 



HS-Sulton 




-KM302-1 
-Control IgGl 
-a)40L 
-G28-5 



0.1 1 ^ JO , • 



Ramos 



5 

o 



A 



30000 
25000 
20000 
15000 
10000 
5000 
0 




-KiI302-l 
-Control 
-CD40L 
■G28-5 



IgGl 



0.1 1 ^ 10 
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^- y : 7/ 



[HI?] 



lit 



8 



o 



i 7% 


23 


^ frn 

O 


^0 



Antt+^LA-DR FTTC 



z ;4 


4o 




1// 



Ul 



10" 



10' 10' 10" 

>\ntmLArOR FITC 



10^ 
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9/ 



m9] 



1 80000 
160000 
140000 
|. 120000 
* 100000 



& 

A 

/// 



80000 
60000 
40000 
20000 
0 



im 1 0] 




281-1-10 
Control IgGI 



10 1 0.1 0.01 0 
IgG (mg/L) 



«iCD4D«t»ICj:«DC'KILraO«i 





200000 




180000 




160000 


1 


14OO00 




120000 




100000 






f 


80000 






M 


60000 




4O0O0 




20000 




0 




-KM281-1-10 

-KM283-5 

-5012 

-Control 



1 0^ 
VMmSi (mg/l) 



0.04 
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[mil] 



«tCD4 Oni^Aimmature DC MLRt=AarBS 




0.001 



0.01 0.1 
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mm 

mm] cdmzn-r ^im<^mi^.o 



miE# 2003-3088655 



#M 2001-142482 

m m A m m 



mm-^ [000253503] 
1 . B 1995^ 6^140 

m m^fP't'S^EffJllziTB 1 0# 1 -f- 



